Protein preparation
Vinculin complementary DNA (GenBank accession number NM 003373) was generated by polymerase chain reaction with reverse transcription (RT-PCR) of human fibroblast messenger RNA, and was cloned into the pET3 expression vector (Novagen). The final constructs were N-terminal hexahistidine fusion tags proceeded by Met-Glu and included amino acids 1-258 for human Vh and 879-1066 for human Vt. Proteins were expressed in Escherichia coli BL21(DE3) or in B834(DE3) for selenomethionine (SeMet) incorporation. Cells were lysed in Tris-HCl (pH 8), 0.5 M NaCl and PMSF, and expressed proteins were purified using a chelating nickel affinity column (Amersham). The protein was eluted over a gradient to 0.5 M imidazole. Vh was purified using an anion-exchange column (Q Sepharose, Amersham), whereas Vt was purified using a cation-exchange column (SP Sepharose, Amersham) and a Superdex 75 gel-filtration column in 200 mM NaCl and 10 mM Tris-acetate (pH 7.6). Proteins were dialysed into Tris-acetate (pH 7.6), 10 mM dithiothreitol (DTT) and 1 mM EDTA. For Vt dialysis buffer also included 150 mM NaCl. Proteins were concentrated to 10 mg ml 21 , aliquoted and stored at 220 8C.
Vh-Vt crystallization
Native Vh-Vt crystals and native Vh in complex with SeMet-substituted Vt crystals were obtained by vapour diffusion by equilibrating 1.5 mol Vt per mol of Vh against a reservoir containing 15% polyethylene glycol of molecular mass 3350 Da (PEG-3350), 50 mM NaCl, 100 mM Tris (pH 8), and 10 mM DTT. Crystals of approximate dimensions 0.2 £ 0.15 £ 0.05 mm 3 appeared overnight at room temperature. These crystals belong to space group P2 1 2 1 2 with one heterodimer in the asymmetric unit, a solvent content of 46%, and a volume to mass ratio of 2.3 Å 3 Da
21
. Crystals were cryoprotected in 30% PEG-3350.
Vh-VBS3 crystallization
Talin VBS3 (residues 1944-1969) was synthesized and purified by high-performance liquid chromatography in our in-house facility. Initial crystallization conditions were identified at the Hauptman-Woodward Institute. Native and SeMet Vh-VBS3 crystals were obtained by equilibrating 2.4 mol VBS3 per mol Vh against a reservoir of 2% MPD, 100 mM citric acid (pH 4) and 100 mM CdCl. Crystals of approximate dimensions of (0.15 mm) 3 appeared within one week at room temperature. These crystals belong to space group I4 1 32 with one heterodimer in the asymmetric unit, a solvent content of 44% and a volume to mass ratio of 2.2 Å 3 Da
21
. The Vh-VBS3 crystals were cryoprotected in paratone oil.
